. Validation of the screen results. Effects of four distinct siRNA against RuvbL1 and four distinct siRNA against RuvbL2 on aggresomes formed by synphilin-GFP and RFP-Ub. All cells were treated with 10µM MG132. Conditions were the same as with HeLa cells (Fig. 2) . A and B. Relatively high concentrations (above 100ng/ml) of doxycycline inhibit growth of P TET -RVB1 and P TET -RVB2 strains. Growth inhibition is restored by reintroduction of the plasmid-borne RVB1 or RVB2 genes under their endogenous promoters. C. Downregulation of RVB1 or RVB2 does not affect viability of cells expressing 25Q or 25QP; expression of 103Q inhibits growth independently of RVB1/2 downregulation. 25Q and 103Q constructs are identical to the 25QP and 103QP, respectively, except that 25Q and 103Q do not contain the aggresome-targeting prolinerich region.
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Tandem purification of synphilin and associted proteins. All procedures were performed at 4°C. Cells were lysed with lysis buffer composed of 6xHis wash buffer (BD Bioscience, San Jose, CA, USA), supplemented with 1% triton X-100, 20 mM imidazole, 10 mM NaF, 10 mM β-glycerophosphate, 10 mM sodium orthovanadate, 1 mM PMSF, His-protease inhibitor cocktails, and tyrosine/alkaline phosphatase inhibitor cocktails. Samples were adjusted to have equal concentrations of total protein. HPLC-grade water) for 1 min, and then separated on an 150 µm x 100 mm, 1.7 µm particle size BEH130 C18 analytical column (Waters, Milford, MA, USA) by a gradient from 2-50% of buffer B at 500 nL/min flow rate for 65 min and wash at 80% for 6 min. The eluting peptides were analyzed by the Q-Exactive using Full MS/data dependent (dd)-MS 2 (TopN) mode. From the high resolution MS scan, the top ten most abundant peptide ions were selected for fragment analysis if they exceeded an intensity of 8.3e4. Singly charged peptides were excluded from fragment analysis. The normalized collision energy for high energy collision-induced dissociation (HCD) was set to a value of 30 with an isolation width of 3 μm. Every ion selected for fragmentation was excluded for the next five sec by dynamic exclusion.
Label-free quantification. The acquired spectra (Thermo.raw files) were imported to the Progenesis LC-MS software (version 4.04441.29989, Nonlinear, Durham, NC, USA) for label free quantification. Profile data of the MS scans were transformed to peak lists with Progenesis LC-MS using a proprietary algorithm. After selecting one LC-MS/MS run as a reference, the retention times of all other runs within the experiment were aligned by automatic alignment of all retention times to maximal overlay of the 2D feature maps. Features detection was performed using the default automatic sensitivity method. Determination of binding sites between RuvbL1 and synphilin-1 using cross-linking.
Protein extracts from thirty 15 cm 2 tissue cell culture dishes with 90% confluence of each sample were incubated with 1500 µl of HisPur cobalt resin for 30 min with rotation. Samples were passed through the same cobalt resin three times and washed with lysis buffer five times.
Samples were washed with 50 mM HEPES (pH 7.4) five times. 3000 μl of 4 mg of BS3-H12/D12
(BisSulfoSuccinimidylSuberate) (Creative Molecules Inc., BC, Canada) was added and incubated with rotating at room temperature for 1 hr. The cross-linking reaction was quenched using 100 mM Tris-HCl. The sample was washed with 8 M urea twice to remove non-crosslinked proteins. The sample was eluted with 6xHis elution buffer supplemented with 500 mM imidazole. Samples were stored at -80 °C before subsequent analysis.
Gel-filtration, Digestion, SCX, and C18 reversed phase spin column desalting. To remove imidazole in the eluate, buffer exchange was performed with 100 mM ammonium bicarbonate using PD-10 desalting columns. Samples were reduced with 50 mM dithiothreitol (DTT) for 30 min at 30 ºC, and alkylated with 100 mM iodoacetamide for 30 min in the dark at room temperature. Alkylation was quenched with 100 mM DTT. The proteins were digested with trypsin (1:50 (w/w), trypsin: protein) and samples were incubated at 37 °C for 16 h. Digestion were quenched by 1% trifluoroacetic acid (TFA) and desalted with C18 RP MacroSpin™ columns using the manufacturer's instructions. Peptide mixtures were evaporated to dryness cassette from the plasmid pCM225 (EUROSCARF)). The cassette, contains kanMX4 as the selectable marker, the tetracycline -responsive tTA activator gene and the tetO promoter with seven tetO boxes (Belli et al, 1998 (Chernoff et al, 2000) . Yeast prions are known to promote aggregation of polyglutamines. To construct the P TET -RVB1 and P TET -RVB2 strains of the GT81 series, we have PCR-amplified the respective cassettes from the abovementioned strains of BY series and integrated them into the haploid strain GT81-1C, thus replacing the respective wild type genes.
Resulting integrants were verified by both growth inhibition in the presence of doxycyclin and PCR.
Yeast -E. coli shuttle plasmids, expressing 25QP-GFP, 103QP-GFP and 103QP-RFP constructs from the galactose-inducible (P GAL ) promoter have been described earlier (48,49).
Centromeric plasmids pRS416-RVB1 and pRS416-RVB2, constructed by N. Saini, contain respectively the yeast RVB1 and RVB2 genes under their endogenous promoters. In order to generate these plasnids, the PCR amplified genomic fragments containing RVB1 and RVB2 genes were digested by restriction endonucleases and inserted as corresponding EcoRIEcl136II and EcoRI-ClaI fragments between EcoRI-StuI and EcoRI-ClaI sites of pRS416, respectively. Multicopy plasmids pFL44-RVB1 and pFL44-RVB2 were constructed by recloning the RVB1 and RVB2 genes from pRS416-RVB1 and pRS416-RVB2, respectively into the 2 ϻm DNA based URA3 vector pFL44.
Yeast cultivation procedures and thermotolerance assays. Standard yeast media and cultivation procedures, including the polyglutamine toxicity and fluorescence microscopy assays, were as desribed previously (Chernoff et al, 2000; Gong et al, 2012; Meriin et al, 2002; Wang et al, 2009 ). For thermotolerance assays, yeast plasmid-containing cultures were pre-grown in the medium selective for plasmids at 25 -Ura and YPD plates, quantitations were performed on -Ura plates to make sure that only cells that retained a plasmid throughout the heat shock procedure are counted.
